orientations. This time, the PCR primers were not tagged with an Alexa Fluor dye.
Concentrations of reactants were as in the FRET studies: 25 nM DNA and either 25 or 50 nM FokI for the tests on the one-and the two-site substrates respectively. For the one-site DNA, FokI slowly converted the full length substrate (S) to a singly-cut product (1-cut): the latter can be detected visually after 5-10 s of reaction. For both two-site constructs, FokI cleaved the full length substrate (S) rapidly at one site (to give the 1-cut product), before cleaving the residual site much more slowly to give the final product cut at both sites (2-cut): the 1-cut species can be seen after 0.5-1 s of reaction. [The smaller fragments from cleavage point(s) to proximal DNA end (s) are not captured on these gels.] 
